This Page Is Inserted by IFW Operations 
and is not a part of the Official Record 

BEST AVAILABLE IMAGES 



Defective images within this document are accurate representations of 
the original documents submitted by the applicant. 

Defects in the images may include (but are not limited to): 

• BLACK BORDERS 

• TEXT CUT OFF AT TOP, BOTTOM OR SIDES 

• FADED TEXT 

• ILLEGIBLE TEXT 

• SKEWED/SLANTED IMAGES 

• COLORED PHOTOS 

• BLACK OR VERY BLACK AND WHITE DARK PHOTOS 

• GRAY SCALE DOCUMENTS 

IMAGES ARE BEST AVAILABLE COPY. 



As rescanning documents will not correct images, 
please do not report the images to the 
Image Problem Mailbox. 



2 



Molecular 
Cloning 

A LABORATORY MANUAL 
SECOND EDITI Q~N 

J. Sambrook 

UNIVERSITY OF TEXAS SOUTHWESTERN MEDICAL CENTER 

E.R Fritsch 

GENETICS INSTITUTE 

T Maniatis 

HARVARD UNIVERSITY 



Cold. Spring Harbor Laboratory Press 
1989 



6. Incubate the bag submerged in a water bath set at the appropriate 
temperature for the required period of hybridization. 

7 Wearing gloves, remove the bag from the water bath and ^ ed ^y ^ 
off one corner Pour out the hybridization solution into a container 

uitX reposal, and then cut the bag along the length £ toj-d-. 
Rpmove the filter and immediately submerge it in a tray containing 
hundred mtuiliters of 2 x SSC and 0.5% SDS at room tem- 

^mportant: Do not allow the filter to dry out at any stage during the 
washing procedure. 

8 After 5 minutes, transfer the filter to a fresh tray containing several 
Sired milliliters of 2x SSC and 0.1% SDS and mmbate for 15 
minutes at room temperature with occasional gentle agitation. 

Smy of hybrids involving oligonucleotides, see Chapter 11. 

9 Transfer the filter to a flat-bottom plastic box containing several hundred 
Sfers of fresh 0.1 x SSC and 0.5% SDS. Incubate the filter for 30 
minutes to 1 hour at 37°C with gentle agitation. 

10 Reolace the solution with fresh^TsSClind 0.5% SDS, and transfer 
fhe box to a water bath set at/eS^r^Tequal period of time. Monitor 
Te amount of radioactivity ontheniter using a hand-held minnnomtor^ 
T?e TaX of the filter that do not contain DNA should not emit a 
SecLble signal. You should not expect to pick _up , . 
minimonitor from filters containmg mammahan DNA that has been 
hybridized to single-copy probes. 

n n™fl v w^h the filter with 0.1 x SSC at room temperature. Remove 
U ' mosl frf™ li"mrhe filter by placing it on a pad of paper towels. 

12 Place the damp filter on a sheet of Saran Wrap. Apply adhesive dot 
fabels marked with radioactive ink to several W=^:^*^£ 
the SaSn Wrap. These markers serve to align the autoradiograph with 
£e filte^ Cover the labels with Scotch Tape. This prevents contamina- 
tion of Sie film holder or intensifying screen with the radioactive ink. 
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